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REMARKS 

Pursuant to MPEP 706.07(h), on filing an RCE, Applicant may direct that the 
previously filed, but un-entered After-final amendment not be entered, but that instead, 
the present submission be entered for consideration by the Examiner. Accordingly, 
Applicant requests that the previously filed After-final amendment (filed on September 2, 
2004) not be entered into the file and request entry of the instant amendments and 
remarks. 

Claims 64-94 are currently pending in the application. Claims 65, 67-70, 71-74, 76 and 
86 are amended. Claim 69 is cancelled. The amendments are supported in the specification as 
specifically discussed below. Claims 88-94 are added. The added claims 88-94 are supported 
throughout the specification, e.g., on pages 27-29 (Tables 2 A and 2B), and claim 88 is also 
supported in previous claim 74 before its amendment. No new matter is added. 

Amendments to the Specification 

Table 2B on page 28 is amended to correct clerical errors regarding the position of 
specific mutations for the Vent and Deep Vent DNA polymerases. The amended positions are 
supported in Table 2B as originally filed. No new matter is added. Applicants respectfully 
request the entry of the amendments. 

In a telephone interview of June 21, 2004, Applicants and the Examiner has agreed to 
incorporate the sequences for JDF-3 DNA polymerase into the present specification, although 
Applicants believe the specification as originally filed (i.e., without the incorporation) already 
satisfies the enablement requirement. 

Such incorporation is supported under MPEP 608.01 (p). Applicants respectfully request 
the entry of the incorporation. 

Claim Objection 
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Claim 72 is objected to because of the recitation of "mutant KDO DNA polymerase." 
Applicants have corrected the clerical error to recite "mutant KOD DNA polymerase." 
Applicants respectfully request the withdrawn of the claim objection on claim 72. 

Claim Rejections under 35 U.S.C. §112, Second Paragraph 

Claims 69-74 are rejected under 35 U.S.C. §112, second paragraph. The Office Action 
states that claims 69-74 are indefinite because it is not clear the extent to which the genus if 
further limited. The Office Action states: 

"The problem is that claim 69 makes no limitation that the claimed mutant 
polymerase must be a mutant Pfu DNA polymerase thus in effect claim 69 is 
drawn to the enzyme mixture of claim 67, wherein said mutant DNA polymerase 
comrpising a mutation in its partitioning domain or polymerase domain is a 
mutant Pfu DNA polymerase, KOD DNA polymerase, or JDF-3 DNA 
polymerase, wherein said mutant DNA mutant Pfu DNA polymerase contains a 
mutation at an amino acid position selected from the group consisting of at D405, 
Y410, T542, D543, K593, Y595, Y385, G387 or G388. Thus claim 69 still 
encompasses the specific amino acid mutants of Pfu as well as partitioning 
domain or polymerase domain mutants of KOD DNA polymerase, or JDF-3 DNA 
polymerase." 

Applicants respectfully disagree. Applicants submit that the claims as written were clear 
as to the extent that they further limit claim 68. However, for the sole purpose of expediting 
prosecution, Applicants have amended claims 69, 71-74. Claims 69, 71-74 are amended. The 
amendment finds support on pages 27-29 (Tables 2A and 2B). 

Applicants submit that the above claim amendments obviates the 35 U.S.C. 112, second 
paragraph rejections on claims 69-74. Applicants respectfully request the withdrawn of the 
indefiniteness rejections on claims 69-74. 

Claim Rejections under 35 U.S.C. §112, First Paragraph 

Claims 65, 66, 68-69, 73-74, 76-81 and 83-84 are rejected under 35 U.S.C. §112, first 
paragraph. The Office Action states that these claims are not enabling and that a deposit of the 
referred bacterial DNA polymerases is required. 
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Applicants respectfully disagree. In an interview with Applicants 5 representatives on June 
21, 2004 (see Statement of Substance submitted herewith), Examiner Hutson clarified that the 
enablement rejection was issued in particular because of the recitation of the JDF-3 DNA 
polymerase. The Examiner stated a deposit for JDF-3, not for any other DNA polymerases 
recited in the claims, was required because JDF-3 DNA polymerase was not deemed readily 
accessible to the public. 

Applicants respectfully disagree. Applicants submit that all DNA polymerases recited 
which can be used as the first enzyme of the present invention, including the JDF-3 DNA 
polymerase, are known in the art and they are readily accessible to the public. No deposit for 
any of the DNA polymerases is required. 

First , Applicants submit that all recited DNA polymerases are well known in the art. As 
stated in the previous response filed December 18, 2003, the specification provides sequence 
accession number for each of the claimed DNA polymerase (e.g., pages 14-19). The 
specification further provides at least one publication reference for each of the DNA polymerases 
recited in the rejected claims (e.g., on page 12). 

Second , Applicants submit that the recited DNA polymerases are readily accessible to the 
public. It is routine for one skilled in the art of molecular biology to express a protein based on 
its known nucleotide or amino acid sequence. The instant specification specifically teaches the 
expression and purification of a DNA polymerase (mutant or wild-type) using a polynucleotide 
encoding the DNA polymerase (e.g., pages 33-34, Example 2). No undue experimentation is 
required for such routine expression and purification of any of the DNA polymerases recited. 

In addition to the teachings of the specification, many of the DNA polymerases were 
commercially available and their availability was known to one skilled in the art. For example, 
page 16 of the present specification provides the availability of some DNA polymerases from 
various commercial sources. Applicants herein further provide more detailed information on the 
commercial availability of the DNA polymerases: 
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DNA polymerases 


Vendor 


Catalog # 


Taq DNA polymerase 


Stratagene, La Jolla, CA 


600131,600132, 600139 


Promega, Madison, WI 


M1661,M1665,M1668, 
M1861.M1865 


Tth DNA polymerase 


Promega, Madison, WI 


M2101.M2105 


Tli (Vent) DNA polymerase 


New England Biolabs, 
Beverly, MA 


254S 


Promega, Madison, WI 


M7101 


Tgo DNA polymerase 


Roche Applied Science, 
Tndiananolis TN 


3186172 


Pfii DNA nolvmera^p 


Strata pptip T a Toll a CA 


600135 600136 600140 


Promega, Madison, WI 


M7741,M7745 


KOD DNA polymerase 


Novagen, San Diego, CA 


71085-3 


PGB-D (Deep Vent) DNA 
polymerase 


New England Biolabs, 
Beverly, MA 


258S, 258L 


Pwo DNA polymerase 


Boehringer Mannheim, 
Indianapolis, IN 


1644947 



Third , Examiner Hutson clarified during the interview that no deposit was required for 
any other DNA polymerases, but the claims were rejected for their recitation of "JDF-3 DNA 
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polymerase." The Examiner felt that the JDF-3 DNA polymerase was not readily accessible to 
the public. 

With respect to JDF-3 DNA polymerase particularly, Applicants submit that JDF-3 
DNA polymerase was not only known in the art, but also readily accessible to the public as of 
the instant patent application filing date. For example, JDF-3 DNA polymerase is described on 
page 12 (lines 19-20 During our June 21, 2004 telephone interview, Examiner Hutson agreed 
with Applicants' that JDF-3 polypeptide sequence was available, but maintained that the phrase 
"JDF-3 DNA polymerase," as used in the claims, even in view of the teachings in the 
specification, did not specifically disclose the particular JDF-3 sequence which would enable the 
making and using of the JDF-3 DNA polymerase in the claimed invention. Although Applicants 
believe the above teachings satisfy the enablement requirement for JDF-3 DNA polymerase, for 
the sole purpose of expediting the prosecution, Applicants thereby further incorporate JDF-3 
amino acid sequence (SEQ ID NO:2 of WO 01/32887) and its corresponding DNA sequence 
(SEQ ID NO:l of WO 01/32887) into the present specification. The incorporation of the 
sequences is permitted under MPEP 608.0 l(p). Examiner Hutson agreed that such incorporation 
would obviates the enablement rejections on claims 65-66, 68-69, 73-74, 76-81 and 83-84 
because of the recitation of JDF-3 DNA polymerase. During the interview of June 21, 2004, 
Applicants' representative, by mistake, referred to US Patent No. 5,602,01 1 recited on page 16 
of the specification as the patent that contains the JDf-3 sequences. Applicants wish to correct 
the mistake and state that WO 01/32887 recited on page 12 of the present specification contains 
the correct JDF-3 polypeptide and nucleotide sequences. 

In view of the above, Applicants submit that all DNA polymerases recited in claims 65- 
66, 68-69, 73-74, 76-81 and 83-84 are known in the art and are readily accessible to the public 
and/or they can be obtained without undue experimentation. One skilled in the art, therefore, 
will know how to make and use the present invention as claimed based on the teaching of the 
present specification. Applicants, therefore, respectfully request the lack of enablement 
rejections underll2, first paragraph over claims 65-66, 68-69, 73-74, 76-81 and 83-84 be 
withdrawn. 
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Claim Rejections under 35 U.S.C. §103(a) 

Claims 64-69, 75, 82-83 and 85-87 are rejected under 35 U.S.C. § 103(a). The Office 
Action states that the claims are obvious over Barnes et al. (U.S. Patent No. 5,436,149) and 
Komori et al. 

Applicants respectfully disagree based on the same reasoning presented in the previous 
response filed December 1 8, 2003. , 

Claims 64-66, 75 and 85 

With respect to claims 64-66, 75 and 85, Applicants submit that these claims are drawn to 
an enzyme mixture containing a first enzyme and a second enzyme, wherein said first enzyme is 
an Archaeal DNA polymerase, said second enzyme is a mutant Archaeal DNA polymerase with 
a3 9 -5' exonuclease activity and a reduced DNA polymerization activity. Therefore, the first 
enzyme is limited to an Archaeal DNA polymerase and the second enzyme is limited to an 
enzyme with a 3 '-5' exonuclease activity (exo + ). As known in the art, all archaeal DNA 
polymerases contain 3 '-5' exonuclease activity (e.g., See Exhibit A , page 327 and Figure 4, 
relevant text highlighted). Therefore, both the first and the second enzymes of the enzyme 
mixture as claimed in claims 64-66, 75 and 85 contain the 3'-5' exonuclease activity. That is, 
the enzyme mixture of the invention as claimed in 64-66, 75 and 85 comprises two exo + 
enzymes. 

First , neither Barnes et al. nor Komori et al. teaches or suggest the present invention as 
claimed in claims 64-66, 75 and 85. Barnes et al. describes a formulation with a majority DNA 
polymerase component lacking 3'-5' exonuclease activity (exo\ e.g., Taq DNA polymerase) 
and a minority DNA polymerase component exhibiting 3'-5' exonuclease activity (exo + , e.g., 
wild type Pfu DNA polymerase). Therefore, the formulation in Barnes et al. comprises an exo" 
enzyme and an exo + enzyme. In contrast to the teachings in Barnes et al., claims 64-66, 75 and 
85 of the present invention claim an enzyme mixture comprising a first enzyme and a second 
enzyme, wherein the first enzyme is an Archaeal DNA polymerase (one exo + ) and said second 
enzyme is a mutant Archaeal DNA polymerase comprising a 3 '-5' exonuclease activity and a 
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reduced DNA polymerization activity (another exo + ). Barnes et al. does not teach or suggest an 
enzyme mixture of two exo 4 * enzymes. Komori et al. does not teach or suggest such an enzyme 
mixture either. 

Second , there is no suggestion or motivation to combine the prior art references. In order 
to establish a prima facie case of obviousness, there must be some reason, suggestion, or 
motivation from the prior art as a whole that indicates that the person of ordinary skill would 
have combined or modified the references. The Federal Circuit has stated: 

"[OJbviousness cannot be established by combining the teachings of the prior art 
to produce the claimed invention, absent some teaching, suggestion or incentive 
supporting the combination." 1 

As stated above, Barnes et al. teaches a formulation of one exo" DNA polymerase and 
another exo + DNA polymerase. The formulation is provided based on the theory that the use of a 
DNA polymerase exhibiting 3'-exonuclease activity (exo + ) can overcome the problem of a DNA 
polymerase lacking 3'-exonuclease activity (exo"), e.g., Taq DNA polymerase. Barnes et al. 
provides: 

"As speculated in Barnes (1992; supra), Thermus aquaticus DNA polymerase and 
its variants are slow to extend a mismatched base pain (which they cannot remove 
since they lack any 3 f -exonuclease. A couple of companies (New England Biolabs 
and Stratagene) have introduced thermostable enzymes which exhibit a 3 f - 
(editing) exonuclease which should, one would think, allow the removal of 
mismatched bases to result in both efficient extension and more accurately copied 
products. In practice, these two enzymes (Vent and Pfu DNA polymerase) are 
unreliable and much less efficient than expected. . . . 

I have discovered that the expected beneficial effects of a 3 '-exonuclease can be 
obtained with an unexpectedly minute presence of an Archaebacterial DNA 
polymerase, whilst efficient extension is being catalyzed by a large amount of (3'- 
exonuclease-free) KlenTaq-278 or AT." (Columns 16-17). 



1 In re Geiger, 815 F.2d 686, 688, 2 U.S.P.Q.2d 1279, 1278 (Fed. Cir. 1987) 
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As one can see, Barnes specifically teaches a combination of an exo' and an exo + DNA 
polymerases so that the presence of the exo+ DNA polymerase increases the amplification 
efficiency of the exo' DNA polymerase in the mixture. Barnes et al. do not teach or suggest a 
enzyme mixture of an exo + DNA polymerase with another exo + DNA polymerase with reduced 
polymerization activity. In fact, if the first enzyme is an Archaeal DNA polymerase which 
already possesses the 3 '-5' exonuclease activity, as claimed in claims 64-66, 75 and 85 of the 
present invention, there would be no motivation for one skilled in the art to mix the first enzyme 
with another exo + enzyme based on the teachings of Barnes et al. Therefore, it would not be 
obvious for one skilled in the art, in the absence of the present teaching, to make an enzyme 
mixture comprising a first and a second enzyme, where both enzymes contain 3 '-5' exonuclease 
activity as claimed in claims 64-66, 75 and 85 of the present invention. 

Komori et al. studies the structure-function relationship of Pfu DNA polymerase, i.e., 
what mutations affect or abolish the DNA polymerase and exonuclease activities of Pfu. Komori 
et al. does not teach or suggests that these two mutants can be used with another DNA 
polymerase, let alone be used with another exo + DNA polymerase (Archaeal DNA polymerase) 
as claimed in the present invention. 

Therefore, there is no teaching or suggestion to combine or modify Barnes et al. and 
Komori et al. to reach to the present invention, that is, an enzyme mixture comprising a first 
enzyme and a second enzyme, wherein the first enzyme is an Archaeal DNA polymerase and the 
second enzyme is a mutant Archaeal DNA polymerase comprising 3 5 -5' exonuclease activity and 
a reduced DNA polymerization activity. Because the prior art references fail to provide any 
suggestion or incentive to combine or modify the references, the Office Action fails to establish a 
prima facie case of obviousness. 

Third , even when the prior art references are combined, they do not result in the present 
invention as claimed in claims 64-66, 75 and 85. The combination of Barnes et al. and Komori 
et al. still does not teach or suggest an enzyme mixture comprising a first enzyme and a second 
enzyme, wherein the first enzyme is an Archaeal DNA polymerase and the second enzyme is a 
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mutant Archaeal DNA polymerase comprising 3 '-5 5 exonuclease activity and a reduced DNA 
polymerization activity, that is, both enzymes are exo + enzymes. 

In view of the above, Applicants submit that neither Barnes et al, or Komori et al., alone 
or in combination, teach or suggest the invention as claimed in claims 64-66, 75 and 85 of the 
present invention, i.e., to make an enzyme mixture comprising a first enzyme and a second 
enzyme, where the first enzyme is an Archaeal DNA polymerase, said second enzyme is a mutant 
Archaeal DNA polymerase with a J -5 ' exonuclease activity and a reduced DNA polymerization 
activity. 

Claims 67-6% 82-83, 86-87 

With respect to other claims rejected under 103(a), namely, claims 67-69, 82-83, 86-87, 
Applicants submit that claims as previously presented are not obvious over Barnes et al. and 
Komori et al. However, for the sole purpose of expediting the present prosecution, Applicants 
have amended the claims. Applicants preserve the right of pursuing the subject matters as 
previously presented in claims 67-69, 82-83, 86-87 (i.e., D405 mutants) in a subsequent 
continuation application. 

First , neither Barnes et al. nor Komori et al. teaches or suggests the present invention as 
recited in claims 67-69, 82-83, 86-87. Barnes et al. describes a formulation with a majority DNA 
polymerase component lacking 3 '-5' exonuclease activity (e.g., Taq DNA polymerase) and a 
minority DNA polymerase component exhibiting 3'-5' exonuclease activity (e.g., wild type Pfu 
DNA polymerase). Komori et al. describes two specific D405 Pfu mutants (i.e., D405A and 
D405E) that have reduced polymerase activity. Neither Barnes et al. nor Komori et al. teaches or 
suggests the claimed invention, that is, an enzyme mixture a first enzyme and a second enzyme, 
wherein said first enzyme is a DNA polymerase, said second enzyme is a mutant Archaeal DNA 
polymerase comprising a 3'-5' exonuclease activity and a reduced DNA polymerization activity, 
wherein when said mutant Archaeal DNA polymerase is a mutant Pfu DNA polymerase, the 
mutant Pfu DNA polymerase contains a mutation at an amino acid position selected from the 
group consisting of Y410, T542, D543, K593, Y595, Y385, G387, and G388. 
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Second , there is no suggestion or motivation to combine the prior art references. In order 
to establish a prima facie case of obviousness, there must be some reason, suggestion, or 
motivation from the prior art as a whole that indicates that the person of ordinary skill would 
have combined or modified the references. The Federal Circuit has stated: 

"[OJbviousness cannot be established by combining the teachings of the prior art 
to produce the claimed invention, absent some teaching, suggestion or incentive 
supporting the combination." 2 

As stated above, Barnes et al. describes a formulation with a majority DNA polymerase 
component lacking 3 '-5' exonuclease activity (e.g., Taq DNA polymerase) and a minority DNA 
polymerase component exhibiting 3 '-5 5 exonuclease activity (e.g., wild type Pfu DNA 
polymerase). Barnes et al. does not teach or suggest a mutant DNA polymerase should be used 
as the minority DNA polymerase component in the formulation, let alone a mutant Archaeal 
DNA polymerase comprising a 3 '-5' exonuclease activity and a reduced DNA polymerization 
activity, wherein when said mutant Archaeal DNA polymerase comprising a 3' -5' exonuclease 
activity and a reduced DNA polymerization activity, the mutant polymerase contains a mutation 
at an amino acid position selected from the group consisting of Y410, T542, D543, K593, Y595, 
Y385, G387, and G388. 

Komori et al. studies the structure-function relationship of Pfu DNA polymerase, i.e., 
what mutations affect or abolish the DNA polymerase and exonuclease activities of Pfu: 

"To expand our knowledge of the structure-function relationships fo the 
family B DNA polymerases, and especially to understand the structural relationship 
between the DNA polymerizing and 3 '-5 5 exonucleolytic activities in the polymerase 
protein, we prepared several mutant proteins of Pol BI from Pfuriosus by a 
unidirectional deletion strategy and site-specific mutagenesis, and analyzed their 
activities." (Page 41, the right column). 

"In conclusion, our mutational analysis further supports the idea that the 
polymerase and exonuclease domains in the family B DNA polymerases are 
functionally interdependent. More detailed analyses will be necessary to understand 



2 In re Geiger, 815 F.2d 686, 688, 2 U.S.P.Q.2d 1279, 1278 (Fed. Cir. 1987) 
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the molecular mechanism of the functional interaction between the two activities in 
the DNA polymerases." (Page 47, last paragraph). 

Komori et al. describes two specific D405 Pfu mutants (i.e., D405A and D405E) that 
have reduced polymerase activity. Komori et al. does not teach or suggests that these two 
mutants can be used with another DNA polymerase in the way claimed in the present invention. 
In fact, Komori et al. does not teach that these two Pfu mutants can have any utilities at all. 
Even without the present amendments for claims 67-69, 82-83 and 86-87, that is, even if the 
claims still recite the D405 mutation, one skilled in the art, based on the teachings of Komori et 
al. and absent of the teachings of Applicants' present invention, would likely avoid mutating the 
D405 residue of Pfu DNA polymerase to preserve its DNA polymerase and exonuclease activity. 

Therefore, nothing in the two references teaches or suggests to combine or modify the 
references to reach to the present invention, that is, an enzyme mixture comprising a first enzyme 
and a second enzyme, wherein said first enzyme is a DNA polymerase, said second enzyme is a 
mutant Archaeal DNA polymerase comprising a 3 '-5' exonuclease activity and a reduced DNA 
polymerization activity, wherein when said mutant Archaeal DNA polymerase comprising a 3'- 
5' exonuclease activity and a reduced DNA polymerization activity is a mutant Pfu DNA 
polymerase, the mutant Pfu DNA polymerase contains a mutation at an amino acid position 
selected from the group consisting of Y410, T542, D543, K593, Y595, Y385, G387, and G388. 
Because the prior art references fail to provide any suggestion or incentive to combine or modify 
the references, the Office Action fails to establish a prima facie case of obviousness. 

Third , even when the prior art references are combined, they do not result in the present 
invention as claimed. The amended 67-69, 82-83, 86-87, are drawn to an enzyme mixture 
comprising a first enzyme and a second enzyme, wherein said first enzyme is a DNA 
polymerase, said second enzyme is a mutant Archaeal DNA polymerase comprising a 3' -5' 
exonuclease activity and a reduced DNA polymerization activity, wherein when said mutant 
Archaeal DNA polymerase comprising a 3' -5' exonuclease activity and a reduced DNA 
polymerization activity is a mutant Pfu DNA polymerase, the mutant Pfu DNA polymerase 
contains a mutation at an amino acid position selected from the group consisting of Y410, T542, 
D543, K593, Y595, Y385, G387, and G388. The combination of Barnes et al. and Komori et al. 
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still does not teach or suggest an enzyme mixture comprising a first enzyme and a mutant 
Archaeal DNA polymerase comprising a 3' -5 5 exonuclease activity and a reduced DNA 
polymerization activity, wherein when said mutant Archaeal DNA polymerase comprising a 3'- 
5' exonuclease activity and a reduced DNA polymerization activity is a mutant Pfu DNA 
polymerase, the mutant Pfu DNA polymerase contains a mutation at an amino acid position 
selected from the group consisting of Y410, T542, D543, K593, Y595, Y385, G387, and G388. 

In view of all of the above, Applicants submit that claims 64-69, 75, 82-83, and 85-87 are 
not obvious over Barnes et al. and Komori et al. Examiner Hutson agreed during the June 21 
interview that such amendment would obviate the 103 rejections over claims 64-69, 75, 82-83, 
and 85-87. 

In view of all of the above, Applicants submit that none of the pending claims are 
obvious over Barnes et al. and Komori et al, Applicants respectively request the 103(a) 
rejections over these claims be withdrawn. 

Obviousness-type Double Patentine 

Claims 64-87 are provisionally rejected under the judicially created doctrine of 
obviousness-type double patenting as being unpatentable over claims 1-3, 6, 9-14, 18, 20-22 and 
36-51 of copending Application No. 10/035,091. The Examiner states that although the 
conflicting claims are not identical, they are not patentably distinct from each other. 

While not necessarily acquiescing to the rejection, Applicants submit that they will 
submit a terminal disclaimer to disclaim any portion of a patent issuing from the present 
application which would extend beyond the term of a patent issuing from the 10/035,091 
application, upon notification of allowable claims in the present application. 
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CONCLUSION 



Applicants submit that in view of the foregoing amendments and remarks, all issues 
relevant to patentability raised in the Office Action have been addressed. Applicants respectfully 
request the withdrawal of rejections over the pending claims. 

Applicant submits that all claims, i.e., claims 64-94, are allowable as written and 
respectfully request early favorable action by the Examiner. If the Examiner believes that a 
telephone conversation with Applicant's attorney/agent would expedite prosecution of this 
application, the Examiner is cordially invited to call the undersigned attorney/agent of record. 




Respectfully submitted. 



Date: December \ , 2004 



Name: Kathleen M. Williams 
Registration No.: 34,380 
Customer No.: 27495 
Palmer & Dodge LLP 
111 Huntington Avenue 
Boston, MA 02199-7613 
Tel.: (617) 239-0100 
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REVIEW 

The euryarchaeotes, a subdomain of Archaea, survive 
on a single DNA polymerase: Fact or farce? 

Yoshizumi Ishino* and Isaac K. O. Cann 

Department of Molecular Biology, Biomolecular Engineering Research Institute, 
6-2-3 Furuedai, Suita, Osaka 565-0874, Japan 

Archaea is now recognized as the third domain of life. Since their discovery, 
much effort has been directed towards understanding the molecular biology and 
biochemistry of Archaea. The objective is to comprehend the complete structure 
and the depth of the phylogenetic tree of life. DNA replication is one of the most 
important events in living organisms and DNA polymerase is the key enzyme in the 
molecular machinery which drives the process. All archaeal DNA polymerases 
were thought to belong to family B. This was because all of the products of pdl 
genes that had been cloned showed amino acid sequence similarities to those of this 
family, which includes three eukaryal DNA replicases and Escherichia coli DNA 
polymerase II. Recently, we found a new heterodimeric DNA polymerase from 
the hyperthermophilic archaeon, Pyrococcus furiosus. The genes coding for the 
subunits of this DNA polymerase are conserved in the euryarchaeotes whose 
genomes have been completely sequenced. The biochemical characteristics of the 
novel DNA polymerase femily suggest that its^iembers^lay an important role in 
DNA replication within euryarGhaealcells. WereviewTiere our currrattnowTedge 
on DNA polymerases in Archaea with emphasis on the novel DNA polymerase 
discovered in Euryarchaeota. 



INTRODUCTION 

For many decades living organisms were thought to 
cluster into two groups which biologists referred to as 
prokaryotes and eukaryotes. The prokaryotes were 
represented by cells without a nucleus, whereas the 
eukaryotes comprised organisms with nucleated cells 
which included both unicellular (algae and protozoa) and 
multicellular (animals, fungi, and plants) organisms. 
This dogma was radically challenged by Woese and Fox 
(1977) when they reported the existence of a group of 
organisms entirely different from bacteria and eukaryotes. 
At the time of their discovery, the new group of organisms 
were named archaebacteria but with the proposal that 
free-living organisms fall into three domains, based on 
ribosomal UNA comparisons, they were renamed Archaea 
(Woese et al, 1990). Life on our planet, therefore, com- 
prises Archaea and Bacteria which are prokaryotic in 
cellular ultrastucture, and Eukarya, which includes all 
eukaryotes. 

The Archaea, despite being prokaryotes, are evolution- 
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arily distinct from the Bacteria and rather appear to 
share a common ancestor with the Eukarya. Archaea is 
currently divided into three subdomains (Barns et al., 
1996). These are Crenarchaeota, Euryarchaeota, and 
Korarchaeota (Fig. 1). The organisms falling under 
Korarchaeota represent a group of as yet to be cultured 
hyperthermophiles. On the archaeal phylogenetic tree 
based on 16S rRNA, the korarchaeotes occupy a position 
very close to the ancestor of this domain. Aside from this 
information, very little is known about this subdomain. 
In contrast, many organisms from Euryarchaeota and 
Crenarchaeota have been isolated and their characteris- 
tics well studied. The crenarchaeotes were thought to 
comprise only of hyperthermophiles growing at tempera- 
tures above 80°C (Delong, 1998). One member, Pyrolobus 
fumarii, grows at 113°C (Blochl et al., 1997). There is no 
other known organism which grows above this tempera- 
ture. The isolation and characterization of Cenarchaeum 
symbiosum, a psychrophilic (cold-loving) crenarchaoete 
which grows at 10°C (Preston et al., 1996), however, sug- 
gests that the crenarchaeotes thrive within a wide range 
of temperature. There is more diversity in Euryarchaeota. 
Members of this subdomain include the extreme halo- 
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Fig. 1. A phylogenetic tree of Archaea. A phylogenetic tree based on small subunit ribosomal RNA sequence. Archaea is divided into 
three subdomains, Euryarchaeota, Crenarchaeota, and Korarchaeota. 



philes (salt-loving), methanogens (methane-producing), 
and a group of non^methanogenic, non-halophilic hyper- 
thermophiles including the genera Thermococcus and 
Pyrococcus. 

The most striking observation from the study of 
Archaeal molecular biology is the presence of homologs of 
eukaryotic information processing systems (DNA replica- 
tion, translation, and transcription) in these organisms. 
Despite this knowledge, DNA replication in Archaea 
remains a puzzle due to a lack of identification of essential 
components as described in very recent review articles 
(Edgell and Doolittle, 1997; Bernander, 1998). DNA 
polymerase is one of the most important parts of the 
molecular machinery in the DNA replication. It is well 
known that in Bacteria and Eukarya multiple DNA poly- 
merases are involved in DNA metabolic processes 
(Romberg and Baker, 1992). The history of the search 
for archaeal DNA polymerases can be followed by the 
review article (Forterre et al., 1994). However, our knowl- 
edge on the DNA polymerases and DNA replication in 
Archaea at that time was so fragmentary. The complete 
genome sequence of the hyperthermophilic euryarchaeote, 
Methanococcus jannaschii (Bult et al., 1996), complicated 
the issue by suggesting that this organism depends on a 
single DNA polymerase for its DNA metabolic functions 
(Edgell and Doolittle, 1996; Gray, 1996; Morell, 1996). 
Three complete genome reports of other members of this 
subdomain (Kawarabayasi et al., 1998; Klenk et al., 1997; 
Smith et al., 1997) seem to substantiate this puzzling 
observation. 



Our research is concentrated on unravelling the mecha- 
nism involved mJDNA Replication in Archaea. Results 
obtained from our laboratory with archaeal strains show 
that, indeed, similar to other free-living organisms mem- 
bers of this domain contain multiple DNA polymerases. 
In this review, we attempt to summarize the recent find- 
ings on archaeal DNA polymerases, especially on the 
discovery of a novel DNA polymerase in Pyrococcus 
furiosus. The DNA polymerase is highly conserved in 
Euryarchaeota. The current understanding of DNA 
replication across the three domains of life is also briefly 
discussed as a prelude to this review. 

DNA REPLICATION 

DNA replication and repair ensure the maintenance of 
the integrity of the genome. This is essential for the 
accurate transfer of genetic information from parent to 
offspring. However, to confer selective advantage to the 
progeny, the replication machinery may allow a certain 
level of mutation in the genome. The process, therefore, 
plays a central role in the evolution of every species. 

The fundamental nature of the DNA replication process 
is underscored by the conservation of the function of indi- 
vidual proteins in both Bacteria and Eukarya (Stillman, 
1994). In summary, the DNA replication process involves 
1) recognition of an origin of replication by the origin 
recognition proteins, 2) melting and unwinding of the 
duplex parental DNA by a replicative DNA helicase in 
cooperation with a single-stranded DNA-binding protein, 
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Table 1. Replication proteins of the three domains of life 


Function 


.bacterial 
(B. cole) 


Eukaryal 
(yeast/human) 


Archaeal 


Origin recognition 


DnaA 


Origin recognition complex 
(ORC) proteins 1-6 


ORCl-like (plasmid-encoded) 
ORCl-like (P. furiosus) 


Single-strand DNA- 
binding 


SSB 


Replication protein A 
(RPA; 3 subunits) 


archaeal SSB (RPA) 


Synthesis of primer 


DnaG 


DNA polymerase a 


a-like DNA polymerases 
(H. halobium) 


Helicase 


DnaB (5'-3* helicase) 
PriAO'-S' helicase) 


Dna2 (3'-5' helicase) 


archaeal Dna 2 


Clamp-loading 


Y complex 


Replication factor-C (RFC) 
5 subunits (RFC 1-5) 


archaeal RFC 1 and 2 


Processivity factor 


Pol p (DnaN) 


Proliferating cell nuclear 
antigen (PCNA) 


archeal PCNA 


Synthesis of leading 
and lagging strand 


DNA polymerase III core (a9e), 
(family C DNA polymerase) 


DNA cc/e/5 

(Familv B DNA nolvmerase) 


Family B DNA polymerase 

Npw T)NA nnlvmprnsA fflTtrilv 
-Lie w xj x\ £x. hixzl cuac Ltxu.UL.iy 


Ligation of strands 
on lagging strand 


DNA ligase 
(NAD-dependent) 


DNA hgase 
(ATP-dependent) 


DNA ligase 
(ATP-dependent) 


Removal of primers 


DNA polymerase I 
(Family A DNA polymerase) 
Ribonuclease H 


FEN1/RAD2 (S. pombe) 
Ribonuclease H 


archael FEN1/Rad2 
Ribonuclease H 



3) synthesis of a RNA/DNA primer for the leading strand 
and for each Okazaki fragment on the lagging strand by a 
primase, 4) the clamp (brace)-loader recognizes the 
primer/template and loads the sliding clamp which forms 
a ring around the duplex DNA behind the primer/template 
junction, 5) the polymerase is loaded onto the DNA, and 
6) elongation ensues if all four dNTPs are available. Any 
experiment analyzing the molecular mechanism of DNA 
replication in Archaea has not been reported. However 
many homologs of the proteins working on the eukaryotic 
replication have been found by the total genome sequences 
of several archaeal strains. We compared the archaeal 
homologs to the proteins involved in DNA replication in 
the two other domains. As shown in Tablel, the majority 
of the protein involved in archaeal chromosome replica- 
tion are of eukaryal type. 

DNA POLYMERASE 

Since the establishment of the gene cloning techniques, 
many genes encoding DNA polymerase have been cloned 
and sequenced. A proposal to classify DNA polymerases 
into Family A, B, C, and X on the basis of their amino acid 
sequences was made (Ito and Braithwaite, 1991). These 
familes are represented by Escherichia coli DNA poly- 
merase I (Family A), DNA polymerase II (Family B), DNA 
polymerase III oc-subunit (Family C), and others such as 



DNA polymerase (3 and terminal transferase (Family X). 

Most of the biochemical properties of the DNA poly- 
merases in the same family are similar. In Bacteria and 
Eukarya, several types of DNA polymerases have been 
isolated and characterized (Fig. 2). E. coli DNA poly- 
merases are the most studied enzymes in Bacteria. Pol I 
and Pol II are the single polypeptide enzymes. Pol III is 
the DNA replicase of this organism and is a multi-subunit 
enzyme (10 different subunits). On the otherhand, in 
Eukarya five DNA polymerases (a, P, 5, e, and y) have been 
characterized in detail. In addition, Pol £ and T| were 
recently characterized from yeast (Nelson et al., 1996; 
Sugino, 1995). Pol a, 5, and e are the DNA replicases and 
have multisubunit structures. The catalytic subunits of 
these Pols for DNA polymerizing activity belong to Family 

In the eukaryotic DNA replication, DNA polymerase a 
forms a complex with DNA primase to synthesize RNA/ 
DNA primers for initiation of leading strand synthesis and 
for each Okazaki fragment during lagging strand replica- 
tion. According to biochemical studies using plasmids 
containing the Simian Virus 40 origin of replication, it 
appears that DNA polymerase 5 replicates the leading 
strand and also completes the lagging strand in eukaryal 
cells. There is therefore a DNA polymerase switch from 
the DNA polymerase a/primase complex to DNA poly- 
merase 8. On the contrary, in E. coli a primase (DnaG) 
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Fig. 2. Distribution of DNA polymerases from family A, B, C, and X among Bacteria, Eukarya, and Archaea. DNA polymerases from 
the same family are represented by the same pattern. 



synthesizes the initial RNA primer which is then elongated 
by DNA polymerase III core enzymes. The same appara- 
tus synthesizes the lagging strand in a coordinated 
fashion. Pol 8 and e in Eukarya contain separate do- 
mains for DNA polymerizing and 3' • »5* exonucleolytic 
activities in the same polypeptide. In contrast, in E. coli 
and other gram-negative bacteria the subunit for poly- 
merase activity differs from that for exonuclease activity 
(a and e subunit of E. coli Pol III). The exonuclease 
activity is essential for the maintenance of the accurate 
DNA synthesis. 

The molecular mechanism of DNA replication is one of 
the most interesting subjects in molecular biology, and 
therefore many review articles have been published. For 
a thorough account of our current knowledge of DNA rep- 
lication in eukaryotes and prokaryotes, refer to the follow- 
ing reviews, Stillman (1994), Kelman and O'Donnell 
(1995), Baker and Bell (1998), Waga and Stillman (1998). 

ARCHAEAL FAMILY B DNA POLYMERASES 

The study on the archaeal DNA polymerases started by 
using some halophilic archaea as the subject. Aphidicolin, 
a tetracyclic diterpene tetraol, which is a specific inhibitor 
of DNA polymerase a from eukaryal cells (Huberman, 
1981), was found to inhibit the growth of Halobacterium 
halobium (Forterre et al, 1984; Schinzel and Burger, 1984) 



and some by preferentially affecting DNA synthesis. 
Therefore, it was hypothesized that the DNA replicase of 
Archaea was similar to that of Eukarya. Subsequently, 
cc-like DNA polymerases were purified from H. halobium 
(Nakayama and Kohiyama, 1985), Methanococcus 
vannielii (Zabel et al., 1985), and Sulfolobus solfataricus 
(Rossi et al., 1986). The biochemical properties of these 
enzymes were similar to the eukaryotic DNA polymerase 
a. However, there also have been reports describing 
the aphidicolin-resistant DNA polymerase activities 
in Sulfolobus acidocaldarius (Klimczak et al., 1985), 
Methanobacterium thermoautotrophicum (Klimczak et al., 
1986), H. halobium (Nakayama and Kohiyama, 1985), and 
Thermoplasma acidophilum (Hamal et al., 1990). After 
a while, DNA polymerase genes have been cloned from 
S. solfataricus (Pisani et al., 1992), Thermococcus litoralis 
(Perler et al., 1992), P. furiosus (Uemori et al., 1993), 
M. voltae (Konisky, 1994), and Cenarchaeum symbiosum 
(Schleper et al., 1997). The deduced amino acid se- 
quences of all the genes contained the signatures of family 
B DNA polymerases. 

In 1994, two different genes were cloned from S. 
solfataricus P2 cell, both of which seemed to encode family 
B DNA polymerase (Prangishvili and Klenk, 1994). In 
1995, two different family B DNA polymerase genes were 
cloned and expressed in E. coli. Both products actually 
exhibited DNA polymerase and exonuclease activities 
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(Uemori et al., 1995). In addition, in the course of se- 
quencing the genome of S. solfataricus P2, a gene reputed 
to code for a third family B DNA polymerase was identi- 
fied (Edgell et al., 1997), even though the amino acid 
sequence similarity of this protein to that of other family 
B members is not strong and there is still skepticism as to 
whether the gene product has DNA polymerase activity. 
These are significant findings because they suggest that 
Archaea and Eukarya, which has three family B DNA 
polymerases (a, 8, and e) in the nucleus for DNA replica- 
tion, share a similar molecular mechanism of DNA 
replication. Pyrobaculum aerophilum has ORFs coding 
for proteins with similar amino acid sequences to P. 
occultum Pol I and Pol II (Fitz-Gibbon et al., 1997), and 
very recently, we cloned two genes for family B DNA poly- 
merases from Aeropy rum pernix (Cann et al., unpublished), 
an obligate aerobic hyperthermophilic crenarchaeote 
(Sako et al., 1996). All these organisms described as hav- 
ing two or three family B DNA polymerases belong 
to Crenarchaeota. How about Euryarchaeota? We 
attempted to clone a second gene for a family B DNA poly- 
merase from P. furiosus, however, did not succeeded as 
described below. When the total genome sequence of 
M. jannaschii was published, startling observation on the 
lack of some important sequences were reported (Bult et 
al., 1996). One of these inconsistencies was about the 
DNA j)olymer_as e . Pn^jone family B DNA polymerase 
was found in the whole genome as described above, and no 
more sequences likely to encode DNA polymerase were 
found. It would be very surprising if the life of this 
archaeon was dominated by only a single DNA poly- 
merase. Recent genome sequence projects let us search 
for the genes for family B DNA polymerases. All strains, 
M. jannaschii , A fulgidus, M. thermoautotrophicum, and 
P. horikoshii possess only one family B DNA polymerase 
gene as well. 

The archaeal family B DNA polymerases are overall 
similar in amino acid sequence, however, they can be 
divided into two groups. The euryarchaeal family B DNA 
polymerases are very similar to one of the crenarchaeal 
family B DNA polymerases, whereas the other is found 
only in the crenarchaeotes (Fig. 3). From our analyses, 
Pfa Pol I, Poc Pol II, and Ape Pol II (group 2 in Fig. 3) are 
sensitive to Aphidicolin at a concentration of less than 2 
mM. At a similar aphidicolin concentration, Poc Pol I and 
Ape Pol I, and SohPol I (group 1 in Fig. 3) were resistant 
(the resistance of Pol I from Sulfurisphaera ohwakuensis 
is a personal communication from N. Kurosawa, Soka 
Univ.). We hypothesized that the family B DNA poly- 
merase homolog which is common to both subdomains is 
aphidicholin-sentitive. In contrast, the homolog found 
only in crenarchaeotes is aphidicolin-resistant. An excep- 
tion is the protein from S. solfataricus, which is sensitive 
to aphidicolin even though its sequence is more similar to 
the resistant group (Taguchi and Ishino, unpublished). 



The difference between the two family B DNA poly- 
merases in terms of the biological roles in the crenarchaeal 
cells have to be investigated. 

Archaeal family B DNA polymerases, especially those 
from euryarchaeota, often contain inteins. Inteins are 
intervening sequences that splice as proteins and not as 
mRNAs (Cooper and Stevens, 1993; Perler et al, 1994). 
After the production of the precursor protein the intein is 
excised from the protein and the external protein regions, 
which are referred to as exteins, are joined together. 
Archaeal DNA polymerases contain hot spots for insertion 
of inteins. The regions which are known to contain these 
inteins are region I, II, and III (originally proposed by 
Wong et al.,1988, which contain most conserved motifs, 
motif A, B, and C, proposed by Delarue et al., 1990) in the 
domain for DNA polymerizing (C-terminal) in Family B 
DNA polymerases and they are actually important for the 
formation of the catalytic center of DNA polymerizing 
activity (Fig. 4). An interesting observation is that, so 
far, all intein-containing DNA polymerases come from the 
euryarchaeotes. Two inteins each were found in the 
precursor proteins from T. litoralis, (Perler et al., 1992), 
M, jannaschii (Bult et al., 1996), Thermococcus fumicolans, 
(Cambon and Querellou, 1996), and Pyrococcus sp. KOD1 
DNA polymerase (Takagi et al., 1997). One intein was 
found in the precursors from Pyrococcus sp. GB-D (Xu et 
al., J. 9 9 3), and P. iiori£os/m_(person^ from 
I. Matsui, Natl. Inst. Biosci. Hum-Tech., Tsukuba). 

Archaeal Family B DNA polymerases can practically 
elongate primers in vitro by themselves, even though they 
generally have very low processivities, for example, seven 
dNTP/binding for T. litoralis DNA polymerase (Perler et 
al., 1996). Therefore, some DNA polymerases from 
hyperthermophilic archaea are commercially available 
as PCR enzymes. One of the remarkable advantages 
pertaining to the use of archaeal DNA polymerases for 
PCR is the high fidelity of synthesis derived from their 
associated strong 3' • »5' exonuclease activity (Lundberg 
et al., 1991; Mattila et al., 1991; Takagi et al., 1997). 

The three dimensional structure of several nucleotide 
polymerases using DNA or RNA as a template have been 
solved as described below. However, any structure of 
family B DNA polymerase had not been solved until 
recently. The three dimensional structure of the family 
B DNA polymerase from E. coli bacteriophage RB69 was 
solved last year and the structure of the catalytic palm 
domain was found to be basically the same shape as that 
of other polymerases (Wang et al., 1997). However, the 
structures of the fingers and thumb domains are unrelated 
to all other known polymerase structures. Further 
analyses of the structure-function relationship of the DNA 
polymerase of this family are still necessary. The family 
B DNA polymerases from the hyperthermophilic archaea 
are useful for this purpose, because of the excellent stabil- 
ity of these proteins. Crystal formation of three DNA 
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Fig. 3. Amino acid sequence alignment of archaeal family B DNA polymerase homologs found in a) crenarchaeota and b) both 
crenarchaeota and euryarchaeota. The suffix (I) and (II) are used to indicate the crenarchaeotes which seem to possess two family B 
DNA polymerases. The euryarchaeotes lack this suffix because of the presence of only one homolog. The proteins and their accession 
numbers are as follows: Sohl {Sulfurisphaera ohwakuensis Pol I, AB008894), Sad (S. acidocaldarius Pol I, U33846), Ssol (S. solfataricus 
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polymerases and preliminary diffraction analyses have 
been published (P. furiosus, Goldman et al., 1998; S. 
solfataHc^ Nastopoulos et al., 1998; Thermococcus sp. 
9°N-7,~ Zhou etal., 1998). 

EURYARCHAEL HETERODIMERIC DNA 
POLYMERASE 

Background. Despite intensive search through DNA 
sequencing of PCR products amplified using the degener- 
ate primers, which were designed based on amino acid 
sequence of conserved motifs in family B DNA polymerases, 
only one DNA polymerase gene as described above 
(Uemori et al., 1993) could be isolated from P. furiosus. 
An experiment was, therefore, initiated to determine the 
number of detectable DNA polymerase activities in the cell 
extract of P. furiosus (Imamura et al., 1995). In the 
experiment, DNA polymerizing activity was measured by 
incorporation of [ 3 H]TTP into trichloroacetic acid insoluble 
products. Three different DNA polymerase activities (I, 
II, and III) were detected in P furiosus cell extract frac- 
tions generated by an anion exchange chromatography 
(Fig. 5). The activities in fraction I and II were sensitive 
to aphidicolin which suggested the presence of family B 
DNA polymerases in these two fractions. The protein 
eliciting the activity in fraction I was purified and its 
amino-terminal amino acid sequence was determined by 
the Edman degradation method (Edman and Begg, 1967). 
This protein was the family B DNA polymerase (Pfu Pol I) 
previously isolated in P. furiosus (Uemori et al., 1993). 
The DNA polymerase activity in fraction III, unlike those 



in fractions I and II, was resistant to aphidicolin. In 
order to purify the protein responsible for this DNA poly- 
merase activity, which_ was named Pfu Pol II,_the cell 
extracts were passed through several purification steps 
(1, ammonium sulfate; 2, TMAE-anion exchange; 3, 
phosphocellulose; 4, heparin-sepharose; 5, Sephacryl 
S-300; 6, 2nd heparin-sepharose). In situ DNA polymer- 
ase assay through activity gel analysis (Wernette et 
al., 1986) suggested that the DNA polymerase activity 
originated from a protein of molecular mass 130 kDa 
(Imamura et al., 1995). The activity in fraction II (Fig. 
5), which has not been identified, may be a third DNA 
polymerase in P. furiosus. Another possibility is that 
Pol I might have complexed with some other proteins 
and eluted at a different place in the chromatography. 
Further analyses are necessary to solve the question. 

The Genes and proteins involved in the formation 
of eury archaeal heterodimeric DNA polymerase. A 

cosmid library containing P furiosus genomic DNA inserts 
of size ranging from 35 kb - 50 kb was screened for the 
novel DNA polymerase activity (Pfu Pol II) identified in P. 
furiosus cell extracts. Nine out of five hundred indepen- 
dent clones investigated produced heat-stable DNA 
polymerases. Restriction analysis, using several restric- 
tion enzymes, indicated that four positive clones contained 
the gene for Pol I previously cloned (Uemori et al., 1993), 
while the remaining five clones had an insert from the same 
region of P. furiosus genomic DNA but different from the 
gene for Pol I. Within the 8.5-kb Xbal fragment contain- 
ing the genes producing the protein or proteins responsible 
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Fig. 5. Chromatographic profiles of an anion-exchange column. 
The sonicated-crude extract of P. furiosus cells was separated by 
an anion-exchange chromatography. The DNA polymerase 
activity was measured under standard conditions of [ 3 H]TTP 
incorporation using calf-thymus activated DNA as template- 
primers.- Pol I and Pol II were purified from fraction I and III, 
respectively. 



for the heat stable DNA polymerase activity, there were 
five continuous open reading frames (ORFs) transcribed 
in the same direction (Uemori et al., 1997). Nested dele- 
tion analysis showed that the DNA polymerase activity 
emanated from the second and third genes in the 
operon. The proteins produced by the second and third 
ORFs were named DPI and DP2, respectively (Fig. 6). 
The estimated molecular mass of DPI was 67 kDa, while 
that of DP2 was 139 kDa. The deduced amino-terminal 
amino acid sequence of DP2 from the nucleotide sequence 
was completely matched to the experimentaly determined 
sequence using the purified 130-kDa protein described in 
Imamura et al. (1995). Even though the 130-kDa protein 
showed the DNA polymerase activity in an activity gel 
analysis, which is a very sensitive method for the detec- 
tion of DNA polymerase activity (Imamura et al., 1995), 
neither DPI nor DP2 possesses a distinct DNA polymerase 
activity individually in an usual in vitro incorporation 
assay. The activity evolves only in the presence of both 
proteins (DPI and DP2) in a reaction mixture (Uemori et 
al., 1997). Thus it was realized that Pfu Pol II comprises 
two proteins, a small subunit (DPI) and a large subunit 
(DP2). Pfu Pol II possesses a very strong 3' • »5' exonu- 
clease activity. This proof-reading property is also evoked 
only in the presence of its two components. In addition, 
Pol II has very efficient primer elongation ability as 
describedbelow. 

It is also interesting that the first and fifth ORFs on the 
operon including the pol genes code for archaeal homologs 
of Orcl/CDC6 and Rad51/DMC1 of S. cerevisiae, respec- 
tively as shown in Figure 6 (Uemori et al., 1997). Expect- 
ing from the roles of these homologous proteins in yeast 
cells, the two genes around the genes for Pfu Pol II must 
encode indispensable proteins for DNA replication and 
recombination in P. furiosus cells. 
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Fig. 6 . Restriction map of the DNA fragment containing the gene for Pfu Pol II. Open reading frames are indicated by the bold arrows 
with the deduced molecular weight. 
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Conservation of Pol II (heterodimeric DNA poly- 
merase) in Euryarchaeota. After the discovery of Pol 
II from P. furiosus, the total genome sequence of M. 
jannaschii was published. Even though, for almost a 
year, there was a controversy as to whether this organism 
survives on only one DNA polymerase (family B) as de- 
scribed above, we already knew that it has at least one 
more DNA polymerase. In the Af. jannaschii genome, we 
found two ORFs coding for proteins which are homologous 
to Pfu DPI (40% identity) and Pfu DP2 (60% identity), 
respectively. The genes for these two ORF were expressed 
in E. coli, and the proteins were confirmed to possess 
actually DNA polymerase and 3* • '5' exonuclease activi- 
ties (Ishino et al., 1998). Subsequently, homologs of both 
DPI and DP2 were found in the three more euryarchaeal 
complete genome sequences of Af. thermoautotrophicum, 
A. fulgidus, and P. horikoshii (Cann et al., 1998). In each 
of these organisms DPI and DP2 are highly conserved 
(Table 2, Fig. 7). In addition, using primers based on 
conserved motifs in DP2, we have demonstrated the pres- 
ence of a homolog of this protein in Methanopyrus kandleri 
(Cann and Ishino, unpublished), which is the most ancient 
of all known hyperthermophilic archaea (Fig. 1). Every 
strain which has, so far, been shown to contain DPI and 
DP2 belongs to Euryarchaeota. There is no evidence sug- 
gesting the presence or absence of DPI and DP2 homologs 
in jirenarchaeal cells^ JHqwever, the conservation of the 
genes for DPI and DP2 in euryarchaeotes signifies that 
these proteins play an important role in these organisms. 

The DP2 of P. horikoshii contains an intein com- 
prising 179 amino acids in a highly conserved motif, 
GYAHYPHAAKRRNCDGDED, in DP2 proteins (Fig. 7). 
In many cases genes coding for inteins are located in 
indispensable motifs as described above for DNA poly- 
merases. An intein also occurs in a Walker's motif A that 
is important for NTP binding of replication factor C small 
subunit of P. furiosus (Cann and Ishino, unpublished). 
The function of the motif in which the intein occurs in P. 
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horikoshii DP2 is not known, but it is very close to the 
putative catalytic residues of Pol II (Cann et al., 1998). 
Therefore, it may be important for the conformation of the 
active site. Mutagenesis within the motif is likely to yield 
some interesting results. 

The genes coding for DPI and DP2 are arranged in 
tandem in the genus Pyrococcus (P. furiosus, Uemori et 
al., 1997; P. woesei, Cann and Ishino, unpublished; P. 
horikoshii, Kawarabashi et al., 1998). However, in other 
genera the genes occur at different regions of the genome 
as described earlier (Ishino et al., 1998). The difference 
of these gene organization between forming an operon and 
locating at separated places may affect the production 
level of Pol II in the cells. 

Biochemistry of euryarchaeal heterodimeric DNA 
polymerase. The biochemical characteristics of Af. 
jannaschii Pol II produced in E. coli have been compared 
with those of Pfu Pol II (Ishino et al,, 1998). Both Mja 
DPI and DP2 reacted to a polyclonal antibody against 
Pfu Pol II. Similar to Pfu Pol II, Mja Pol II possesses 
an extremely active 3' • exonuclease activity. The 
DNA polymerase activity of each Pol II is sensitive to 
N-ethylmaleimide (NEM), but resistant to aphidicolin. 
Both Pol lis are more sensitive to ddTTP and salt (KC1) 
than Pfu Pol I. These responses by the euryarchaeal 
heterodimeric DNA polymerase to the above reagents are 
different from that of other known DNA polymerases 
(Romberg and Baker, 1992). 

The subunits of Pfu Pol II can complement Mja Pol II 
subunits to yield DNA polymerase activity and vice versa, 
though an incompatibility to a certain extent between Pfu 
DPI and Mja DP2 was observed (Fig. 8). Pfu Pol II is 
more heat stable than Mja Pol II. Incubations at 94°C 
for 20 min did not affect DNA polymerase activity of Pfu 
Pol II. Indeed, activity rather seemed to improve with 
longer periods of pre-incubation at this temperature. 
Significant loss of activity occurred in Mja Pol II at incu- 



Table 2. Identities of DPI and DP2 amino acid sequences among four archaeal strains 









identity (%) 


DPI 


P. furiousus 


A fulgidus 


Af. jannaschii M. thermoautotrophicum 


P. furiousus 

A fulgidus 

M. jannaschii 

M. thermoautotrophicum 


38.4 (48.8) 
32.9 (46.1) 
36.9 (49.0) 


41.4 (53.3) 
42.6 (51.4) 


35.8 (46.9) — 


DP2 



P. furiosus — 

A fulgidus 52.6 — 

Af. jannaschii 54.3 52.7 — 

M. thermoautotrophicum 53.4 50.2 53.1 



The values in brackets are from the comparison of the carboxyl-terminus beginning from the 
conserved sequences SD ■ H - GS. 
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*U * - * ! r - - - *-m • ^-*^M!2BB!irr ^Mt^Pl^l^ ; |l!MSa : ^&a^Vg-i' ^Q^I'^^iEfVG ^^ftfi^EIStSfct 7* 

Mja - * - ^itoivkva cb— »■*-■» bkbhgksf e#xvoevkrxyrxae ; ecrkkgfspto w-r ■ $himmmy&GKvts 76 

HtSh ---- - * >•.-. • -MMD^F : RS&Bfta*W:M»ft ^AR^V^&Et: fcli AiCOt^ERftiGkVG- #£gX&RR£KjB&E *«& <fti 

AfU HDATLDRFFPtiFSSS SNEOFWRlEEXRRYtf A^tj^OI»i>^EL^^i ^AittK^Ef^iCfc^ LQJSI^KReJ^EEGG 90 

Pfu VDKfilVAifiCiVfi^lX EGK^GbFGS- -.8S^-'&BQAV^Ik£iKlllt^B6 tV^^SQXMMEXft fa^W^SESfiaii^Y tePX&SSe6$A0ft£S ! ISO 

Mfeh MlflWMWMari* SOAV^DOPEEft^K^ ^J&A^^axtiW. ^M^E^^ft^R: m^tmmn^ntr Mnm&tiWihk&m 152 

Afu ■LSR^yeprtvAOESiv- eg#gemp- - -keba mwvwftwmmm vvmptmxmwtD -n- • « -f^rvyy ^GPi^A^st^v^s m 

• Plu V&yGDY^RRKL £I>DR. PJ&S0KH*E8MV3EV: P^ttRAVSR^Q^H^' ^EVI^?RKX3?IBI • TGSA»»EVS-l(R30f V&vm^BQGKtti 2*7 

M^a ¥i^DFWRA«^M YKPTEDEtERYVEB* E£YQSEy^P$YHP* ^EXR^i^I^lEX ^EA^^V^aeHm) LPRVS^QLPGGALi, 2 '51 
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pfu v"^:o^ii^js£A^"vK ■ vxoK^act^^^^s vmm%mmzms& wmB&$mmmm& mptxtiwmv&mi &&mmm%zmm& 337 

Mja VtVSOVLLKAPKXLR 1JVDKLGIEGWOWLKD kMSKK#EKE.« - ; E&KB ; EKVbDEEtDB — EE^ EISGYWR- -.OVKJ^A. N- * K&FISEVjAGftp: -335 

Meh ahvegvxc^kvlk mKQtMZGmmvti vstiteWm^ ^ - - *G.&fe - - -• *#yvvm 6> -skYVSDjtSGB&p .30.2 
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Mja VFAttPSKVGGFR^RY GRSRNTGI^GGFH? A£Wyj^KrMAVG*Q: LK^ERFGKAffCVV^V Q&iS9l>:imtKWnV IRVDTIEKAHDVRNR 423 

. Mtf* VtA^MEB^F^R^ GRARNl^tiAAMO^BJP ^E^-QFavVG^^ -liH&B^I^WtfV b*tbGSW^R*?GDV SRI BBAET^RyRSB 391 

Afu VX*SH&SRKGGF RI#B Y GRARWSGFA*i?VGVKP fcCMY&t,- BFVAVOtfQ/ LXVERFGKAGGVVjPV S^iEGPTVRIiK^G^V VKSNtLSMKAtKGE 4 It 

Pfu . I^El&YiGD A I X AFG ■■ DFVBA^GTiXPAtfYV BE#WXQEFVKAV&BA YE^CR- FF*2E»FAE SVEEAAEY^EVDPEP LAKMLYDPtiRVKPPV 516 

VESiTtFLGDVX.yN'YG DFLE^HFLLPSCWC Z&nmiLlMjti IEYDKDFXKSP — KP» • 478 

MCh VEEILFLGDfett;VAFG EFLRNl^KVI^FAGWC EEKwiO^PlX'SSFKYF GDOFCtfLSY^nRTEWM - BLEVSA 457 

Afu VAAXLDLGEiLXNYG DFLJBiW HP LI FASjVT YEWWXQE AEKAG • - - CRGDYRXXSE* BE- • 465 

PfU ELAIHFSBIIiBXPXiH PV YTliYWNTVN PKb • - VEffLWGVLROKATl EWGTFRGIKFAKKIE IST.DOLCSLKKTLEL LGLTHTVIIEG- -IW 602 

Mja EEAVKFALEtk^PLa PR F T YK V/HbyskEi&X ILLRNWLLKGKSDSt SG— ^KVWIVO tHICEEbKiUV^Riisr, XGCCHLVRMKKVXXE 562 

«th GbAFRXgiEYt>VP| i fir : PK Y^YF YRdVTVR^L Wi*&MtLm-- mt&9B^-mthM ^timm&* +mW S2:9 

A£u ■- A^KteC>EFHVF^B. $tm*U<l%te$VmX &tUWt$V$W- «GKJ EG- -KHGK$V L^PYPSRV^E^EA W^^m^^Xt- 

Mjai EYYPXi^bGFDyEM KKDLVEWIEKILESA ^KS«[ff^i;i»P^EV ^$U^YV^Al«R? : MAAPRm» : PWG^ l^^o^QVRLtK^ SS2 

MtH iGHDOAHA2,XKTLRK - PLEDS SDtVEAUJRV^PVRt «KfCAPtPYXO^VGRP ErvTKKWKPAP«Vti l>^Kt#j?faMfl^PO 609 

Afiu TWRAFXRCX*GtDEKXi S- - — - « « KVSSVS§ KDVtEXVNGit^GXKV RpKAti£RX&&R3£GRP : .EKAkSR^SSP-PPHXIi FPVG>mGGNtRDXI^ =$2^7 

PfU AAEEGRv -Ift EVEXAFFiCGPKCGttV G PET£ GPEGG XRK^Xj lWmiC<&hEmti$Q .A^G^S«PkCSKfX^ KPF1?^K^iCP$MiiH 770 

Mja AVEENN- - TD DVDVi>YTRGPNCGKI S-' ..^ YRVCPFCOTK VEL DNFGRI KAPLKD YW Y 705 

MCh AAKKG • SI TVBIGRATCPSCRVS $ - — & QSXCPSCGSR , . $yx GEPG KjUifXNfc AA&fcK 6 61 

Afu AiM Y/PKS YNAKKGE I EVEXAXRItGFapGKE ^FWLKCDVGGELT^Q iYYGP^SMKK. *TS S - ■ - - VGES^GREC ECYMKRKVOtRKX/YE 710 

' PfU " R^MEiS^^ -RS9" 

Mja AA^KRLGX»K' PGDV KCXkGOTMQKXVEP LEKAI LRAIHEVYVF -KDG^Ri'DCTDVPVT HFKPNEXKVTVHKXR El*GYDKOTYGHE:&VD 794 

MCh RAASKVSVRK - LDEX KGVEGMISAEKFPEP' ^aKGIliRAKSGVYTF KDA^RKOSfiLPM?: ^PREVGVSVHR^R EkGY^ROC YOD EI»ED 750 

Afu sAiA^LCEYDSFjDTi ^mmmmpm mm^mmmmr. m^m^mAm-- m mAmm^mm EtGYERtJYRGAE^KK. soo 

* kdtl £ A 
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Mja GBavyECKPQOV^XP ESCASYPVKVANFXD Dhli EKF YKVERF YNV KKKB0IyXGHLV|GMA; PHTS AGMVCRX X GYT KANVGYAHPYFfiAAif $84 

«R*L -BliQI^EliRV^OVVtiS EbCAXiY^m^mNFVX}: jDi^W^i^l^: l*lB®£Wtt£iCEAG^ PUIFiSAAVibGR^lGF^: GAS AC YAH P YF HSAiC- «10 

Afu: 'i^iVl^^dfeTO^ ^CAEY ^6RM^FX^-^t^F ^EPFY^A iKSyESI^^X^ ^AG^AWP^BAAl^ 09.0 

PfU immi&*M^i^ :^L^RYY£PEKR. GG^AP&VX^Rtt): ^R^SE^a^VVR ^mCWiL X^EtyftVtE<3VE©RXi 1039 . 

Mia Ri^eDGbEbSFFtLI. bAF^FSiCKFLPDKR GOO^A^t^lif?!^ PREVGGEVHl^J^JW GYPliEKYEKDBEftPS PKEVKEFl^TVISDRt 974 

Mth RtNCOSDEDSVteLr, DAXitNF^K$YX,FSSR OGSI«bAP^E;S«&RtO PEEIDOESUHIOTMD MIPC*EyYERSFDHPR PS E V LG VION VEKRI* S30 

Afu RRycbGDEDCFMt.Lt, bGLl^FlSRiCFLPbkR . G;GQt4^ APfeVi^ArVD pREVttKEVIII^^DXVE RYPtvEFYEATMRFAS PKEMED YVEKVKDRXi 980 

Pfu GKPSMYYGXKFiraOT OOlAtGPKHSLYSQL GOMEEKVKR^T&AB RXRAVbQHYVAETXL WSBLXPOtRGHXiRSF f RQEFRCVKCtJTKYR 1129 

Mja GKPSGYEGICYTHET SRXDLGPKVCAYKTL GSMl»RKTTSQX*SVAK KI ELATOERDVABRVI ^HFlPIJtiXG^LRAF SR&AVRC - KCGAKYB 1063 

Mfch GJCPEOYTGt^im* iBRIDEGPKVCtYRLI, PTMKEKVESQXTXiAE KXRAybQRSVVEGVL MSflFLPOMMGNXRAF SRQKVrCTXGJJRICYR 1030 

Xfu EfiESEFCGCFF^lia* EWtAAGVKESAXXSI* lCTMOt)KVYI^MSXiAR MXVAVbEfi£>VABRVl »VliF^)^Xl«iRAr S^EFItC^R^K^R 1070 

pfu ^PPtDGK^pyeGGKx mwmmwzto&it- mfcvmm?x$w& qmcw$m$mw% vfamwmw&ex pieMKMtKERTGEty 1219 

. Mja X^m^m^ l^^AVEKYMPV ASKt4AEEYNy»DYiK ^KIX^G^FE^ ,,KEKSRQyK)US0FF KIG- — - 1130 

MCh RXPLSGEC-RCG^NL VCTVSKGSVXK.YtEI SKBLASRYPXOPYLM QRX3It*EYGVMSLFB ♦ -S0R5KQSSLDVFL 1092 

AfU RIPLVGReLKCCNKL TLf VHSSSXMXYtSL ;SKFLCE«FKVSSYTK QR LMLL SQ BXKSMPE • - NGTEKOVSlSbFV 1143: 

P$U QGGLLENFWSSGNNG KK i EkKEKKAKEkPK kkKViSLODFFSKR 12^3 



Fig. 7. Amino acid sequence alignment of euryarchaeal DP2 proteins. The DP2s shown are from P. furiosus (Pfu), M. jannaschii (Mja), 
Af. thermoautotrophicum (Mth), and A. fulgidus (Afu). Identical and similar amino acid residues are indicated by red and green letters, 
respectively. The motif A and C were underlined and the asterisks indicate invariant residues probably essential for the catalysis. The 
intein-insertion site within the DP2 from P. horikoshii (the whole sequence is not included in this alignment) is indicated by an arrow. 



bations above 65°C. When Mja DPI was complemented 
with Pfu DP2, temperature stability was significantly 
improved (Ishino et al., unpublished). 



From the study of purified Pol I and Pol II of P. furiosus, 
several distinct differences in the chracteristics were 
found (Uemori et al., 1997). Pol II prefers the single- 
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Fig. 8. Inter-subunit complementation of euryarchaeal Pol II. Relative activities of chimeric Pol Us (Pfu DPI + Mja DP2 and Mja DPI + 
Pfu DP2) in comparison to the homotaric Pol lis are shown. The DNA polymerase activity was measured by [ 3 H]TTP incorporation 
assay at 70°C for 10 min under standard conditions using calf- thymus activated DNA as template-primers. 



Table 3. Comparison of DNA polymerase activities on various template-primers 



Template-primer 



Relative Activity 



DPI* BP2- -DP1-KDP2- Pfu Poll' Taq 



Calf thymus activated DNA 0.021 0.19 


100 


100 


100 


Heat-denatured calf thymus 


340 


87 


130 


activated DNA 


M13 ssDNA-45 mer primer 


170 


23 


90 


M13 ssDNA-18 mer (RNA) primer 


52 


0.49 


38 


Poly dA-Oligo dT (20 : 1) 


94 


390 


290 


Poly A-OligodT (20:1) 


0.085 




0.063 



primed template DNA rather than gapped double- 
stranded DNA such as DNase I-activated DNA. This is 
in contrast to Pfu Pol I. Moreover, Pol II can utilize RNA 
primers, whereas Pol I can not (Table 3). The specific 
activity of Pol II using an activated calf thymus DNA as a 
template was 191.3 units/nmol while that of Pol I was 88.3 
units/nmol. The strong primer elongation ability of Pol 
II supports the idea that this enzyme is a replicase of the 
euryarchaeotes. 

Comparison of euryarchaeal heterodimeric DNA 
polymerase with known DNA polymerases. By 

amino acid sequence comparison of DPls from four 
euryarchaeal Pol I, we showed that this protein is a 
homolog of the small subunit of eukaryal DNA polymerase 
5 (Cann et al., 1998). This finding further substantiates 
the eukaryal-archaeal relationship. The amino acid 
sequence alignment between eukaryal and euryarchaeal 



homologs indicated several conserved motifs which may 
play a role in the function of this protein. Amino acid 
sequence conservation is most distinct at the carboxyl- 
terminal region of the alignment, while diversity is 
observed at the amino-terminal region. There are 
conserved motifs in the central region of the alignment 
which are unique to the euryarchaeal homologs. These 
motifs may be important for the interactions either 
between DPI and DP2 or between DPI and other acces- 
sory proteins. Our deletion analyses showed that the 
carboxyl-terminal two-third of the DPI protein is espe- 
cially important for its interaction with DP2 to yield DNA 
polymerase activity of Pol II (Hayashi et al., unpublished). 
The proteins from P. furiosus, P. horikoshii and Af. 
jannaschii are significantly larger than other euryarchaeal 
(M. thermoautotrophicum and A fulgidus) and eukaryal 
homologs (Cann et al., 1998). 
It is of interest to note that the large subunit of eukaryal 
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DNA polymerase 8 also belongs to family B as well as the 
archaeal single subunit DNA polymerases, however, Pfu 
DPI does not interact with Pfu Pol I (Cann et al., 1998). 
This indicates that euryarchaeal DPls and DP2s are 
specific partners in the formation of a DNA polymerase. 
The formation of a complex between DPI and DP2 in the 
P. furiosus cells have been demonstrated by immunologi- 
cal methods (Cann et al., 1998). 

Computer-assisted homology analyses using the World 
Wide Web (http://www.ncbi.nlm.nih.gov/) retrieval system 
(National Library of Medicine) and the BLAST algorithm 
(Altschul et al., 1990) to scan GenBank and other non- 
redundant databases, did not yield any protein of mean- 
ingful homology to the DP2 protein. Conservation of the 
protein in euryarchaeotes, however, is very high (Table 2). 
There is more than 50% amino acid conservation among 
known DP2s. The crystal structures determined for 
nucleotide polymerases show that these proteins share a 
common folding pattern that resembles a right hand com- 
posed of the fingers, thumb, and palm subdomains 
(Hansen et al., 1997; Kiefer et al., 1997; Kim et al., 1995; 
Kohlstaedt et al., 1992; Ollis et al., 1985; Sousa et al., 
1993). Within the palm subdomiain are two motifs (motif 
A and C) containing two invariant carboxylates, which are 
thought to constitute part of the polymerase active 
site. The amino acid sequences weakly resembling motif 
^and C wereLfound in_BE2s h.ui_not_in. DP1§_ by ^visual, 
inspection of four euryarchaeal DP2s (Fig. 7). Therefore, 
the DP2s have been proposed as the catalytic subunit of 
the euryarchaeal heterodimeric DNA polymerase, despite 
showing insignificant DNA polymerase activity in vitro by 
itself as described above. 

In the middle and carboxyl-terminal regions of DP2s, 
zinc-finger motifs which are likely to be involved in inter- 
actions with other proteins, in addition to DNA binding, 
are conserved . Proliferating cell nuclear antigen (PCNA) 
is a highly conserved eukaryotic protein that is essential 
for DNA replication and repair (Johnson and Hubscher, 
1997; Kelman, 1997). An euryarchaeal homolog of this 
protein occurs in all completely sequenced euryarchaeal 
genomes. At the caxboxyl-terminal region of all known 
DP2s are two conserved motifs similar to the so-called PIP 
(PCNA interacting protein)-box (Warbick, 1998). Similar 
conserved amino acid sequences also occur in the large 
subunit of euryarchaeal replication factor C (RFC) 
homologs (data not shown). It is our hypothesis that 
euryarchaeal DP2s interact with PCNA homologs found 
in euryarchaeota. Experiments investigating these inter- 
actions are now underway in our laboratory. It is also 
interesting to investigate the phylogenetic relationship 
between the two DNA polymerases (heterodimeric and 
family B) found in Archaea. 



CONCLUDING REMARKS 

Archaea is now paid a lot of attention in molecular 
biology because their genetic information processing 
apparatus looks more like that of eukaryotic organisms, 
even though they look like bacteria. Despite this clue, the 
basic molecular mechanism of DNA replication in these 
organisms is not yet understood. Undoubtedly, a full 
understanding of DNA replication in Archaea requires 
the identification of all the proteins involved. The 
discovery of the novel DNA polymerase family, which are 
probably involved in the DNA replication machinery, will 
greatly contribute to the understanding of the mechanism, 
in addition to that it serves as a further confirmation of 
the archaeal organisms to be truly different from those in 
Bacteria and Eukarya. 

Currently archaeal homologs involved in the eukaryal 
DNA replication, such as minichromosome maintenance 
(Mem) proteins, replication protein A (RPA), RFC, PCNA, 
5' • -3' exo/endonuclease (FEN1), and DNA helicase are 
studied at several laboratories in the world. Orcl/CDC6- 
like protein will help to identify the replicational origin in 
the genome very soon. The existence of the proteins 
similar to the essential factors for eukaryal DNA replica- 
tion in Archaeal cells let us expect that the archaeal 
mechanism will contribute as the prototype to the under- 
standing_of the mechanism in_eukarv_al DNA rephcation 
that became very much complicated by evolution. We 
now recognize the archaeal organisms as one of the most 
exciting and useful experimental materials for the basic 
molecular biology. 

Most of our studies on DNA polymerases from P. furiosus cited 
in this article were carried out in Biotechnology Research Labora- 
tories, Takara Shuzo in collaboration with I. Kato, T. Uemori, and 
other members. 
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